Abstract: Botulinum neurotoxin (BoNT) is a major therapeutic agent that is licensed in neurological indications, such as dystonia and spasticity. The BoNT family, which is produced in nature by clostridial bacteria, comprises several pharmacologically distinct proteins with distinct properties. In this review, we present an overview of the current therapeutic landscape and explore the diversity of BoNT proteins as future therapeutics. In recent years, novel indications have emerged in the fields of pain, migraine, overactive bladder, osteoarthritis, and wound healing. The study of biological effects distal to the injection site could provide future opportunities for disease-tailored BoNT therapies. However, there are some challenges in the pharmaceutical development of BoNTs, such as liquid and slow-release BoNT formulations; and, transdermal, transurothelial, and transepithelial delivery. Innovative approaches in the areas of formulation and delivery, together with highly sensitive analytical tools, will be key for the success of next generation BoNT clinical products.
and F, have potential clinical applications in therapeutic areas where a significantly shorter duration of response (3-6 weeks) when compared to that of BoNT/A (3-4 months) is required, for example, in orthopedics and rehabilitation medicine [22] . Recently, a biotechnology company, Bonti, announced that it is developing a BoNT/E product, EB-001, in aesthetic and therapeutic indications. The first phase 2 study, with EB-001 in glabellar frown lines, demonstrated the safety and clinical efficacy for this indication. Bonti have also initiated a phase 2 clinical study to evaluate the safety and efficacy of EB-001 by intramuscular injection in reducing musculoskeletal pain in patients undergoing elective augmentation mammoplasty. Ipsen also have a recombinant BoNT/E in phase 1 clinical studies; this is the first recombinant botulinum neurotoxin ever to have entered clinical trials in humans.
In addition to its shorter duration of response, which offers therapeutic differentiation from existing BoNT products, preclinical studies also indicate that BoNT/E has additional properties that may open up novel therapeutic applications. Experimental studies in rats showed that BoNT/E that was injected into the hippocampus inhibited glutamate release and reduced both focal and generalised kainic acid-induced seizures [23] . BoNT/E also prevented neuronal loss and long term cognitive defects that were associated with kainic acid seizures, and reduced sensitivity to electrical stimulation of kindling, indicating an antiepileptogenic activity. The authors suggested that this activity is a result of selective inhibition of excitatory glutaminergic versus GABAergic transmission by BoNT/E attributable to preferential localisation of SNAP-25 in excitatory hippocampal neurons.
A third alternative to BoNT/A, which was explored for its potential therapeutic utility, is serotype BoNT/C. A comparison of the neuromuscular blockade induced by BoNT/C, assessed electrophysiologically in the extensor digitorum brevis muscle of human volunteers, showed an efficacy and duration of action that was very similar to BoNT/A [24] . The same authors reported that it was used to treat two patients with idiopathic facial hemispasm and one patient with blepharospasm with long lasting beneficial effects. BoNT/C injections, like BoNT/A injections, did not affect the motor neuron count in human volunteers, showing it to be well tolerated [25] . BoNT/C was successfully tested in a pilot series of BoNT/A non-responsive patients with focal dystonia (four with torticollis and two with blepharospasm) [26] . Patients did not develop secondary resistance to BoNT/C after chronic use. The activity of BoNT/C in BoNT/A-resistant patients was further confirmed in patients with cervical dystonia [27] . Despite this early clinical interest, as of yet, no commercial product based upon BoNT/C has been produced, possibly reflecting that it is not sufficiently differentiated from BoNT/A in its clinical characteristics.
In addition to the BoNT serotypes that are described above, potential differences between BoNT/A subtypes have also been explored. Comparison of BoNT/A subtypes 1 to 5 revealed distinct characteristics both in vitro and in vivo [28, 29] . BoNT/A2 was more potent in vitro and in vivo compared to BoNT/A1 [28, [30] [31] [32] . As BoNT/A2 was reported to enter neuronal cells faster than BoNT/A1, this was proposed to be responsible for the difference in potency [30] . It has also been suggested that a higher occupancy of the cellular receptors by BoNT/A2 as compared to BoNT/A1 is the underlying mechanism [33] . The crystal structure of BoNT/A2 bound to the luminal domain of its cognate protein receptor SV2C, has been recently resolved, showing that the mode of binding of BoNT/A2 to SV2C does not substantially differ from that of BoNT/A1 [34] . The intoxication symptoms in mice that were injected i.v. with 10 4 units/mL of BoNT/A2 have been reported to differ from those in mice injected i.v. with 10 5 units/mL of BoNT/A1 [29, 35] . Using a twitch tension assay in mouse hemi-diaphragm and rat grip strength model it was proposed that BoNT/A2 was a more potent neuromuscular blocker and spread less to the contralateral limb than BoNT/A1 [32] . For further discussion of the differences in spread between BoNT/A1 and BoNT/A2, see Section 4.4. It has also been reported that BoNT/A2 is less immunogenic than BoNT/A1 [36] , but the comparison compared a complexed form in the case of BoNT/A1 with purified BoNT/A2, so there is the potential that the differential presence of complexing proteins influenced the measured immunogenicity. The authors also claimed that BoNT/A2 was less susceptible to neutralisation by human antisera raised to BoNT/A1 complex toxoid vaccine. In healthy volunteers, BoNT/A2 caused a reduction in CMAP with a comparable onset and duration as onabotulinumtoxin A [37] . Subsequently, BoNT/A2 was compared to onabotulinumtoxin A in post-stroke spasticity. BoNT/A2 was reported to show higher efficacy and less spread, as measured by the hand grip of the unaffected side, than the A1 toxin [38] . Animal models have also shown that BoNT/A2 could be a promising therapeutic in Parkinson's disease and inflammatory and neuropathic pain [39] [40] [41] . In 2016, Shionogi & Co. Ltd. (Osaka, Japan) announced a licence agreement with Tokoshima University for BoNT/A2, and is undertaking its global development as a novel BoNT therapeutic.
Novel Indications

Pain and Migraine
Pain is the most common reason for a patient to seek medical help, and it is seen by physicians as a symptom of an underlying medical condition [42] . While acute pain typically measures in days to weeks, chronic pain can persist from months to years, thus representing a major health-care issue with a serious impact on quality of life and significant socio-economic cost [43, 44] . Chronic pain is classified as inflammatory (such as osteoarthritis, rheumatoid arthritis), neuropathic (such as diabetic, post-herpetic neuralgia), or dysfunctional (such as tension type headache, migraine, interstitial cystitis, irritable bowel syndrome) [45] . Current medication for acute and chronic pain includes opioids, cyclooxygenase inhibitors, acetaminophen, as well as several repositioned drugs, such as the antidepressant drug duloxetine and the antiepileptic drug pregabalin. While these drugs offer some pain relief, they are not consistently effective, often result in tolerance when being taken over a prolonged period and cause serious side-effects that hinder their use [46] . Therefore, there is a need for new pain therapeutics that can offer improved efficacy, reduced propensity to cause tolerance, and fewer side-effects. There is rapidly growing evidence that BoNT can offer an effective, long-lasting pain relief, and very few side-effects in a wide range of medical conditions.
The initial evidence of pain relief in response to BoNT treatment is linked to several serendipitous observations in clinical studies involving muscle hyperactivity and muscle pain in patients with spasticity, dystonia, and related conditions. While muscle relaxant effects may play a role in some of these conditions, there is growing evidence that they cannot account for all mechanisms mediating pain relief following BoNT treatment across a growing range of medical conditions. For example, even in conditions involving intramuscular-administered BoNT, effects in pain can precede and/or last longer in comparison to the muscle-relaxant effects [47, 48] . Also, it is now well-accepted that, in addition to local uptake in the synaptic terminal, a distinct secondary uptake pathway results in retrograde transport of BoNT and its activity at distal sites [49] . The retrograde transport of BoNT from the site of uptake at the sensory neuron ending into the dorsal root ganglion and the spinal cord is believed to play a pivotal role for the activity of BoNT in pain [50, 51] . In addition to neurons, BoNT can impact the functional activity of glial cells, such as Schwann cells and astrocytes, which suggests the presence of yet another mechanism of pain modulation by BoNT [52] [53] [54] .
Since the initial discovery several decades ago, the field of therapeutic application of BoNT in pain has been growing rapidly, which was predominately led by observations and studies performed in clinical settings. Despite the rapid growth of the field, prophylactic treatment of chronic migraine is the only pain indication currently approved based on the outcome of two multi-center phase 3 studies [55] and their combined post hoc analysis [56] . Reflecting the recent grade A recommendation of the American Academy of Neurology, BoNT/A should be used in chronic migraine and should not be used (as ineffective) in episodic migraine [57] . Apart from these two migraine indications with clear recommendations on the use of BoNT/A, there are a number of other types of headaches where the evidence is not as clear, as both positive and negative clinical results have been obtained. For example, the effects of BoNT/A in tension-type headache, which is the most common primary headache and pain condition, have been evaluated in several open-label and randomized, placebo-controlled studies. BoNT/A injected into the pericranial muscles every three months during 18 months (in an open-label study) or only once (in a double-blind study), reduced the severity of headache, reduced pericranial muscle tenderness, and increased the number of headache-free days [58] . In contrast, BoNT/A failed to improve any measures of tension-type headache in two other placebo-controlled, double-blind clinical studies [59, 60] . Interestingly, in another double-blind placebo-controlled study, no difference was seen between the BoNT/A and the placebo group on Day 60, but a significant number of patients reported a 50% decrease in headache days at Day 90 [61] . This suggests that, at least with tension-type headache, longer post-treatment periods need to be evaluated in order to see the effect. Similar discrepancies in the efficacy of BoNT in pain across clinical studies have been seen in other indications, such as osteopathic pain [62] .
What makes it difficult for a given pain indication to interpret and to compare the results across clinical studies, is the fact that there is no consistency in the experimental variables used, such as sites and routes of injection, number of injections needed, doses, administration regimens (single vs. repeated), etc. Back-translating the human findings into an appropriate animal model with the objective to perform a systematic evaluation of the experimental variables can greatly benefit the field. Furthermore, performing clinical studies in large animals, which show pain conditions that are closer to humans in etiology, can provide additional value. For example, in a placebo-controlled, randomized, double-blind clinical study, intra-articular injection of BoNT/A reduced the joint pain in osteoarthritic dogs [63] . In another randomized, placebo-controlled study in dogs, sub-cutaneous administration of BoNT into the mammary glands 24 h before bilateral, radical, cancer-related mastectomy significantly decreased the post-operative need for rescue morphine analgesia [64] . These findings are well aligned with those showing BoNT/A-mediated pain relief in cancer patients after surgery and/or radiation [65] .
Overall, while the diverse pool of clinical studies assessing the efficacy of BoNT in pain is an important source of potential new indications, the questions of where, when, and how to inject require systematic assessment in pre-clinical studies. In addition, pre-clinical studies have been essential in building our understanding of potential mechanisms of BoNT-induced pain relief [28, 66, 67] . Testing BoNT in disease-relevant animal models, including those in rodents and in larger species, combined with a better understanding of the mechanisms that are involved, can build a solid case for initiation of clinical studies in a new pain or headache indication.
Osteoarthritis
Osteoarthritis (OA) is the most common form of arthritis in humans and OA-related joint pain is a major health concern [68] . Since no disease modifying agents for OA exist, the clinical focus is on pain management and minimizing the functional impairment of the joint.
In OA, changes to the joint articular cartilage surfaces and underlying cartilage matrix lead to the loss of joint space and joint misalignment, as well as inflammation of the joint synovium [69, 70] . Fissures and fractures in the cartilage surface appear. Changes at the interface between cartilage and bone, the osteochondral junction, allow for the penetration of sensory and sympathetic nerves from the richly innervated bone marrow [70] . The inflammation eventually causes both the peripheral and central sensitization of neurons, leading to spontaneous joint pain at rest and hyperalgesia. Despite progress on the exact mechanism leading to the pain sensation [71] , our detailed mechanistic understanding remains sketchy. However, it seems reasonable to assume that release of sensory neuropeptides such as substance P, calcitonin gene-related peptide (CGRP), and neurokinin A, contributes to the pain sensation in OA [62, 72] . Since BoNTs can inhibit the release of these peptides, intra-articular BoNT administration may be able to directly reduce peripheral sensitization, and indirectly reduce central sensitization.
From clinical studies, there is however limited evidence that intra-articular BoNT injections have beneficial effects. Hsieh and colleagues [73] studied 46 patients with symptomatic OA knee who were randomly assigned to a BoNT/A treatment group (100 U Botox ® into the affected knee) or a control group. The pain visual analogue scale score in the treatment group significantly decreased from the pretreatment value early after treatment (one week) and was still decreased at the six-month post-treatment follow-up, resulting in a significant difference to the control group at both timepoints. Similar findings were obtained with two other evaluation scales, thus showing that intra-articular injection of BoNT/A provided pain relief and improved functional abilities for the patients with OA knee in this study. However, in a recent double-blind, randomized, placebo-controlled, 12-week trial using a single ultrasound-guided intra-articular injection of BoNT/A in 121 patients no significant differences in clinical efficacy parameters were found between Botox ® and placebo in the entire population [74] . In another study recently completed in 176 patients with OA knee with Botox ® , no statistically significant difference was observed on any of the parameter assessing pain between the onabotulinum toxin and placebo (NCT02230956). Both of the studies add to earlier clinical studies using intra-articular BoNT injections in various rheumatic conditions that were recently reviewed by Khenioui and colleagues [62] . Although the 16 reviewed studies were heterogeneous and had various shortcomings that prohibited the reaching of a generalized conclusion with a satisfactory level of confidence, the reviewing authors did notice that they provided some trend towards the anti-nociceptive effect of intra-articular BoNT/A. Such results show that more research is necessary to understand the mechanism of action and the behaviour of the botulinum toxin when being injected intra-articular. Furthermore, the potential analgesic effects of intra-articular BoNT injections in clinical studies could be explained based on the results of preclinical studies [63, [75] [76] [77] [78] . New botulinum toxins that are engineered to specifically target some pain receptors and act on some biomarkers could be developed in future as novel therapeutics.
Overactive Bladder and Neurogenic Detrusor Overactivity
The bladder is a densely innervated organ, and its functions (storing and discarding urine) are under the synergistic control of the sensory, parasympathetic, and somatic nervous system [79] . Overactive bladder (OAB) is a syndrome where urinary urgency is often accompanied by frequency and nocturia. The mechanisms underlying OAB are still a matter of debate. A 'myogenic' hypothesis proposes that OAB results primarily from detrusor myocyte overexcitability, whereas a more recent, 'urothelium-based', hypothesis highlights the action of the mucosa on afferences sensitization and overactivity. Interestingly, specific cell types, such as urothelial cells [80] , and, more recently, telocytes [81] , have emerged as pivotal in the development of pathological conditions. Neurogenic detrusor overactivity (NDO) is described in patients with neurologic lesions (e.g., multiple sclerosis, spinal cord injury) where a sacral spinal micturition reflex develops through the activation and the remodelling of C fibres.
Oral antimuscarinic agents are the first line pharmacological therapy for urine storage dysfunction. BoNT started being used off-label in the early 2000s as a second line therapy in OAB [82] . Soon, it became clear that BoNTs action was not limited to its action on parasympathetic structures and acetylcholine release controlling detrusor contractility, but that it was also targeting sensory afferents. Animal models showed that BoNT/A was able to decrease the release of ATP and increase the level of NO [83, 84] , thus reducing the bladder afferences sensitization, and also decrease CGRP and substance P release, acting on the inflammatory component that may accumulate in bladder dysfunction [85] . Furthermore, clinical evidence highlighted the effect of BoNT/A on nerve growth factor (NGF) release, as well as TRPV1 expression, which are involved in the development of detrusor overactivity [86, 87] .
Moreover, clinical data suggest that BoNT/B may be efficacious at lower doses in the autonomic nervous system of the human bladder when compared to the somatic nervous system, and this was also shown by experiments in rodents [88, 89] , see also Figure 1 . Therefore, there may be a therapeutic opportunity for treating patients with different serotypes [3] , within the limits of species sensitivity, as discussed earlier, in Section 2. SV2/SNAP25 are more abundant in cholinergic as compared to sensory fibres in the human bladder [90] , which may explain some cases of urinary retention in patients being treated by intradetrusor injections of BoNT/A. Intrathecal administration of BoNT/A in spinal cord-injured rats, the prototypical animal model of neurogenic detrusor overactivity, resulted in normalization of pathological bladder contractions and bladder basal pressure [91] . This may open research opportunities for natural or engineered neurotoxins that are targeting the afferent and pivotal component of the disease with a different therapeutic profile compared to BoNT/A. 
Wound Healing
The healing of a wound comprises four overlapping phases: haemostasis, inflammation, tissue proliferation, and remodeling (for review see [92] ). Increased metabolic activity and inflammation during healing can induce muscle contractions around the edges of the wound, which in turn, creates repetitive tension on the wound [93] . This has the potential to not only delay the healing of the wound, but also to increase fibrosis and induce or aggravate hypertrophic scarring. Chemoimmobilisation of the musculature adjacent and under a surgical wound through injection of BoNT could thus be beneficial for the overall wound healing process and the cosmetic appearance of the healed wound.
Indeed, there is clinical evidence that BoNT/A may have beneficial effects in wound healing. For example, using a visual analogue scale in patients who had undergone surgery for facial wounds, Ziade and colleagues [94] found a statistically significant improvement in scarring of the tissue in those patients who had been injected with BoNT within three days post-surgery, compared to patients not injected with BoNT. However, no statistically significant differences were found between the two groups in this study when using other assessment methods. Similarly, a systematic review of the literature for the use of BoNTs for the prevention of hypertrophic scars that included ten clinical studies, found improved cosmetic outcomes among certain studies. However, due to the heterogeneity of the studies, as well as other factors, the authors concluded that the data were not supportive of the clinical usage of BoNT for this indication at this time, but recommended randomized controlled trials to reach a firm conclusion [95] . At the time of writing, April 2018, two randomized controlled clinical trials are currently ongoing (NCT02623829 and NCT02886988).
While the clinical data are thus suggestive, but presently are not yet conclusive, preclinical experimental work has provided evidence that BoNTs do have beneficial effects in wound healing. For example, using a study design that allowed for each animal to be its own control, Lee and 
While the clinical data are thus suggestive, but presently are not yet conclusive, preclinical experimental work has provided evidence that BoNTs do have beneficial effects in wound healing. For example, using a study design that allowed for each animal to be its own control, Lee and colleagues [96] showed significant differences in wound size between BoNT-treated and untreated control wounds. The treated wounds also showed less infiltration of inflammatory cells, a smaller number of fibroblasts, less fibrosis, and a lower expression of transforming growth factor (TGF)-β1, as compared to the control wounds. TGF-β1 is a fibrotic cytokine that has pleiotropic actions in wound healing [97] , and it is involved in the formation of hypertrophic scars. The finding by Lee and colleagues [96] that BoNT-treated wounds show a lower expression of TGF-β1 may be the result of the chemoimmobilisation of the muscle. However, BoNTs may also directly interfere with the expression of TGF-β1 in fibroblasts and fibroblast proliferation [98, 99] .
BoNT Effects Remote from the Site of Injection
Neuronal Retrograde Transport and Central Effects
The vast majority of clinical effects that are exhibited by BoNTs are attributed to their wellestablished actions at the site of injection [100] [101] [102] [103] [104] [105] . However, in some instance, the in situ activity of BoNT seems insufficient to fully explain its clinical efficacy, thus raising the idea that other "non-classical" actions on the central nervous system might also be involved [51, 106, 107] . Indeed, some data have shown that peripherally injected BoNT triggers distant changes at various central levels.
For example, the involvement of cortical networks after BoNT/A administration has been reported. Patients suffering from cervical dystonia were shown to display a higher neuronal excitability (measurement of P22/N30 cortical component of median nerve somatosensory evoked potentials) and reduced gray matter volume that was assessed by magnetic resonance imaging (MRI) in discrete cortex areas [108, 109] . Local injections of BoNT/A in cervical muscles had long-lasting beneficial effects on these central alterations.
Some studies also assessed the effect of BoNT/A peripheral muscular injections on brainstem activity in patients with blepharospasm [110] or dysphonia [111] . In the first study, unilateral BoNT/A injections in the orbicularis oculi decreased in a strong and similar fashion the blink reflex after the stimulation of supra-orbital nerve in both ipsilateral and contralateral muscles. On the other hand, the activity of injected muscle measured by electromyography was not inhibited in the same proportion as the latter parameter. According to the authors, the beneficial action of BoNT/A in blepharospasm is thus more likely due to changes in brainstem interneuronal pathways than local muscular action [110] . The same conclusions were reached by Bielamowicz and Ludlow [111] , who observed after unilateral BoNT/A administration in thyroaritenoid muscles decreased activation levels and spasmodic bursts that were measured by electromyography in both injected and contralateral muscles.
Central changes at the spinal cord level were also demonstrated. Marchand-Pauvert, Aymard [112] investigated, in patients exhibiting lower limb spasticity, the recurrent inhibition from a BoNT/ A-injected muscle (soleus) to a distant untreated muscle (quadriceps femoris). After stimulation of the tibialis nerve that contains motoneurons innervating the soleus, the recurrent inhibition was found to be decreased in comparison with measurements that were recorded before treatment. The authors hypothesized that this effect was unlikely due to the local action of the neurotoxin in the injected muscle or on spindle afferent input, but is more likely due to a modification of spinal synaptic transmission. Indeed, they suggested that BoNT/A underwent retrograde neuronal transport from the injected muscle to the spinal cord and locally reduced the stimulation of motoneuron terminals on Renshaw cells, inhibitory interneurons projecting to motoneurons innervating the quadriceps muscle. This probably led to the decreased recurrent inhibition of the latter muscle [112] . A similar study obtained comparable findings [113] , providing more evidence for a central action of BoNT in humans as a result of a putative neuronal retrograde transport.
Cellular and electrophysiological alterations in Renshaw cells were also found in rats that were injected peripherally with neurotoxins [114, 115] , indicating that such a phenomenon could also exist in animals. Antonucci, Rossi [21] demonstrated that BoNT/A injections in the hippocampus, whisker pads, or optic tectum led to the appearance of cleaved SNAP25 in the contralateral hippocampus, in the neuropil surrounding facial neurons soma, and in the retina, respectively. Interestingly, in the latter pathway, pretreatment with colchicine (which inhibits microtubule-dependent retrograde transport) abolished the appearance of cleaved SNAP25 in the retina. These first sets of data suggest that either an active form of BoNT/A or cleaved SNAP25 itself could have been transported from nerve terminals to neuron soma. The authors tried to answer that question by injecting BoNT/A in the optic tectum of rats, and, three days later, concomitantly sectioning the optic nerve and injecting BoNT/E in the eye vitreous. As expected, BoNT/E rapidly eliminated SNAP25 cleaved by BoNT/A from the eye. However, 25 days later, the appearance of SNAP25 cleaved by BoNT/A was observed, suggesting the presence of active BoNT/A in the same region [21] .
Similar results were found in various in vivo studies, with the appearance of cleaved SNAP25 at the spinal cord level following peripheral BoNT/A injections in rat or mice hindlimb (Figure 2 ) [52, [116] [117] [118] , and in the brainstem after BoNT/A administration in the whisker pad [119] [120] [121] or in the optic tectum [122] . However, direct evidence for a retrograde transport of BoNT would be to detect an active form (either holotoxin or light chain) in central regions after peripheral administration. To our knowledge, this has never been demonstrated, although a work from Wang, Martin [123] showed the presence of fluorescently tagged BoNT/A heavy chain (thus not active) in mice spinal cord after hindlimb injection. the neuropil surrounding facial neurons soma, and in the retina, respectively. Interestingly, in the latter pathway, pretreatment with colchicine (which inhibits microtubule-dependent retrograde transport) abolished the appearance of cleaved SNAP25 in the retina. These first sets of data suggest that either an active form of BoNT/A or cleaved SNAP25 itself could have been transported from nerve terminals to neuron soma. The authors tried to answer that question by injecting BoNT/A in the optic tectum of rats, and, three days later, concomitantly sectioning the optic nerve and injecting BoNT/E in the eye vitreous. As expected, BoNT/E rapidly eliminated SNAP25 cleaved by BoNT/A from the eye. However, 25 days later, the appearance of SNAP25 cleaved by BoNT/A was observed, suggesting the presence of active BoNT/A in the same region [21] . Similar results were found in various in vivo studies, with the appearance of cleaved SNAP25 at the spinal cord level following peripheral BoNT/A injections in rat or mice hindlimb (Figure 2 ) [52, [116] [117] [118] , and in the brainstem after BoNT/A administration in the whisker pad [119] [120] [121] or in the optic tectum [122] . However, direct evidence for a retrograde transport of BoNT would be to detect an active form (either holotoxin or light chain) in central regions after peripheral administration. To our knowledge, this has never been demonstrated, although a work from Wang, Martin [123] showed the presence of fluorescently tagged BoNT/A heavy chain (thus not active) in mice spinal cord after hindlimb injection. Data from in vitro experiments shed some light on this question. Indeed, numerous works were able to demonstrate, in motoneuron or hippocampal neuron cultures, retrograde transport of either BoNT/A holotoxin or its heavy chain domain [49, 120, [123] [124] [125] . Interesting to note, heavy chains of both BoNT/A and tetanus toxin were found to share the same retrograde carriers when being Data from in vitro experiments shed some light on this question. Indeed, numerous works were able to demonstrate, in motoneuron or hippocampal neuron cultures, retrograde transport of either BoNT/A holotoxin or its heavy chain domain [49, 120, [123] [124] [125] . Interesting to note, heavy chains of both BoNT/A and tetanus toxin were found to share the same retrograde carriers when being retrogradely transported [120] . More precisely, BoNT/A heavy chain is thought to be internalized in nerve terminals within a specific pool of non-recycling synaptic vesicles [124] , and undergo axonal retrograde transport in autophagosomes that finally fuse to lysosomes at the soma level [123] . In an elegant study, Bomba-Warczak, Vevea [49] used microfluidic chambers to demonstrate that application at the soma side of anti-BoNT/A antibodies or heavy chain competing with holotoxin prevents the appearance of cleaved SNAP25 in this compartment following BoNT/A application at the axon side. These data are thus in favor of a retrograde transport of BoNT/A holotoxin to the soma of the primary neuron, which is then exposed to the extracellular medium before entering the secondary neuron, leading to distal effects [49] .
In vitro data are thus suggestive of retrograde transport of BoNT/A besides its classical mechanism of action, underlining some clinical observations. However, the axonal transport of a functional form of the toxin still needs to be clearly demonstrated in vivo. Apart from BoNT/A, little is known about the potential retrograde transport of other BoNT serotypes. Some data support the existence of such phenomenon for BoNT/E, but apparently, to a lesser extent than for BoNT/A [21, 120, 125] . BoNT/B [126] and BoNT/D [49] were also shown to undergo retrograde transport.
Diffusion within the Injected Muscle, Local Spread and Contributing Factors
When injected in a tissue, BoNTs present with a remarkable safety profile, mostly remaining within the injected organ, allowing for their use for various medical applications, as indicated in various reviews and meta-analyses [127] [128] [129] . While the diffusion of the injected toxin is somehow expected within the injected muscle or in very close neighboring muscles, local spread can be observed beyond the site of injection leading to different unexpected effects, depending of the targeted area. Local adverse effects that are associated with the intramuscular use of BoNT are thus due to excessive local muscle weakness and leakage to nearby muscles, and are reported as leading potentially to severe adverse events [130] . When used for the treatment of blepharospasm the most frequently reported adverse reactions were eyelid ptosis (21%), superficial punctate keratitis (6%), and dry eye (6%) for Botox ® and eyelid ptosis (19%), dry eye (16%), and dry mouth (16%) for Xeomin ® (for further details see prescribing information for both products, FDA). When used for the treatment of cervical dystonia, the most frequently reported adverse reactions were dysphagia (19%), upper respiratory infection (12%), neck pain (11%), and headache (11%) for Botox ® ; muscular weakness (16%), dysphagia (15%), dry mouth (13%), and injection site discomfort (13%) for Dysport ® ; and, dysphagia (18%), neck pain (15%), and muscle weakness (11%) for Xeomin ® (for further details see prescribing information, FDA). Theses adverse effects suggest that unbound toxin moves away from the muscle, most likely through the extracellular space and determined by a concentration gradient. The dose, volume, and injection techniques that are used to target the different muscles are important to limit the occurrence of such adverse reactions.
The evaluation of local spread has been conducted in humans and animal models using electrophysiology and/or tissue markers, such as cleaved SNAP25 or other surrogate markers (for example, see Figure 3 ). Using electrophysiology and periodic acid-Schiff stain to identify glycogen content in muscle fibers, it was estimated that BoNT/A can pass through the tibialis muscle fascia (thick fibrous tissue covering the muscle), and the presence of the tibialis fascia can reduce the local spread by 20% in the rat [131] . This local spread was also confirmed in larger species, such as in the cat [132] , and primates [133] . In rabbits that were injected with 2.5 U/kg of BoNT/A (unknown origin) by i.m. route in the longissimus dorsalis muscle, the intra-muscular diffusion of the toxin from the injection site was reported over a distance of 3 to 4.5 cm, and local spread across facial planes identified over a distance of 1.5 to 2.5 cm with the same intensity as within the injected muscle [134] . In the mouse, N-CAM (a marker that is expressed in denervated muscles) was strongly expressed in the myofiber of the injected tibialis muscle, but limited expression was detected in the ipsilateral gastrocnemius and quadriceps femoris muscles of the injected leg, suggesting a limited local spread in this model using three different BoNT/A formulations (Dysport ® , Botox ® , and Xeomin ® ) [135] .
Regarding the effect of injection volume, little is known and the literature does not support a substantial influence on local spread. In humans treated for dynamic forehead lines at relatively low doses of BoNT/A (5 U Botox ® /injection site) the area affected was slightly greater with an injected volume of 250 µL when compared to a volume of 50 µL; the increase in local diffusion was estimated to be around 1.5 times higher (+50%) for a five times larger injection volume [136] . Similarly, in humans, doubling the concentration (same dose in half the injection volume) resulted in significantly greater effects on the injected muscle, as assessed by CMAP amplitude evaluation (effect on the intra-muscular diffusion). However, effects in nearby muscles were only slightly dependent on the injected volume, with limited differences between the groups [137] . doses of BoNT/A (5 U Botox ® /injection site) the area affected was slightly greater with an injected volume of 250 µL when compared to a volume of 50 µL; the increase in local diffusion was estimated to be around 1.5 times higher (+50%) for a five times larger injection volume [136] . Similarly, in humans, doubling the concentration (same dose in half the injection volume) resulted in significantly greater effects on the injected muscle, as assessed by CMAP amplitude evaluation (effect on the intra-muscular diffusion). However, effects in nearby muscles were only slightly dependent on the injected volume, with limited differences between the groups [137] . 
Systemic Spread and Contributing Factors
Beyond local spread, leakage from the injection site may occur, resulting in a hematogenous spread and systemic exposure, leading to symptoms that are consistent with the mechanism of action of botulinum toxin [138] . Hematogenous spread may result in signs of asthenia, generalized muscle weakness, diplopia, blurred vision, ptosis, dysphagia, dysphonia, dysarthria, urinary incontinence, and breathing difficulties. These symptoms have been reported hours to weeks after injection. Extremely rare cases of swallowing and breathing difficulties have been reported [138] [139] [140] , as indicated in all the commercially available BoNT labels. These observations are extremely rare and BoNTs present with a very good benefit/risk balance [128, 129] .
Various factors may affect the fate the injected toxin and its effect in the body, such as volume/concentration, amount of toxin, formulation, needle size, number of injections, precision of injection, and the biologic properties of the injected toxin (mechanism of action, duration of action, half-life in tissues), as well as the anatomy of the target area and tissue type [138, 141] .
BoNT serotype is also an important contributing factor affecting systemic spread. There was potentially greater spread to nearby and remote non-injected muscles that are associated with BoNT/A when compared to BoNT/B at equivalent efficacious doses in the mouse and primate using the CMAP test [134] . Similar observations were reported in the mouse, in which i.m. LD50 was 13.9 U/kg for BoNT/A (Botox ® ) and 104.6 U/kg for BoNT/B (Myobloc ® ), while safety margins (LD50/ED50) were lower for BoNT/B (5.4) than BoNT/A (13.9) [142] , suggesting that BoNT/B is less safe. Other factors probably influence spread and its clinical consequences (e.g., toxin half-life in tissues and blood, distribution of receptors, co-receptors, and SNARE proteins in the targeted physiological system [muscular or autonomic], etc.). This was confirmed by a Japanese group using the CMAP test in the injected and contralateral limb muscle in the rat to compare toxins at equivalent efficacious doses [143] . They determined that BoNT/CD is the most prone to spread remotely, and that BoNT/D is least prone to spread. The rank order of BoNT serotypes based upon spread in this study in rats was CD > A > E > C > B > F > D. Interestingly, when ranked based upon safety index a different order was obtained: F > C > D > E > A > CD > B, with BoNT/F being the safest. Recent data obtained using CMAP amplitude and/or cleaved SNAP25 immunohistochemistry in remote muscles, also support the dose dependent systemic spread effect in rats that were injected with BoNT/A [116, 117] . 
BoNT serotype is also an important contributing factor affecting systemic spread. There was potentially greater spread to nearby and remote non-injected muscles that are associated with BoNT/A when compared to BoNT/B at equivalent efficacious doses in the mouse and primate using the CMAP test [134] . Similar observations were reported in the mouse, in which i.m. LD 50 was 13.9 U/kg for BoNT/A (Botox ® ) and 104.6 U/kg for BoNT/B (Myobloc ® ), while safety margins (LD 50 /ED 50 ) were lower for BoNT/B (5.4) than BoNT/A (13.9) [142] , suggesting that BoNT/B is less safe. Other factors probably influence spread and its clinical consequences (e.g., toxin half-life in tissues and blood, distribution of receptors, co-receptors, and SNARE proteins in the targeted physiological system [muscular or autonomic], etc.). This was confirmed by a Japanese group using the CMAP test in the injected and contralateral limb muscle in the rat to compare toxins at equivalent efficacious doses [143] . They determined that BoNT/CD is the most prone to spread remotely, and that BoNT/D is least prone to spread. The rank order of BoNT serotypes based upon spread in this study in rats was CD > A > E > C > B > F > D. Interestingly, when ranked based upon safety index a different order was obtained: F > C > D > E > A > CD > B, with BoNT/F being the safest. Recent data obtained using CMAP amplitude and/or cleaved SNAP25 immunohistochemistry in remote muscles, also support the dose dependent systemic spread effect in rats that were injected with BoNT/A [116, 117] .
New BoNT Therapeutics with Decreased Spread
Spread could be an important differentiating factor in the BoNT therapeutic landscape. BoNT/A3 [144] and BoNT/A2 [38] are two subtypes that may offer reduced spread. BoNT/A2 has been reported as showing less spread to neighbouring muscles than BoNT/A1 [38] . In a study with healthy volunteers, the effect of 6.5 U BoNT/A2 and 10 U BoNT/A1 that is injected into the extensor digitorum brevis muscle on either side of the same subject were compared [37] . Although a similar onset, duration, and magnitude of the effect was seen for the two toxins, there was less spread of the effect to the neighbouring abductor hallucis muscle for BoNT/A2 compared to BoNT/A1. In a randomized double-blinded controlled phase 2/3 study in post-stroke spasticity, hand grip strength on the unaffected side was significantly reduced after BoNT/A1 treatment, but not after BoNT/A2, which is again consistent with less spread of A2 when compared to A1. In a later study, BoNT/A2 was reported to have reduced systemic toxicity, which is in agreement with the reduced spread that was reported in the clinical studies above [145] , and also reduced anterograde transport compared to BoNT/A1, as measured by muscle contraction and immunocytochemical analysis [31, 117] . However, despite these encouraging results, there is much lower number of safety data in humans for BoNT/A2 as compared to BoNT/A1, and as such, more human exposure to BoNT/A2 will be needed prior to establishing BoNT/A2 as a differentiated therapeutic. The biological properties and potential clinical utility of BoNT/A2 are discussed more fully in Section 2 above.
Novel Formulations
Current Products and Challenges Associated with Formulation of BoNTs
The BoNT formulations for the main commercially available products have existed for over 20 years. The formulation of BoNTs is challenging, owing to their structural complexities, the analytical tools that are available, and the low product concentrations used. The extremely high potency and selectivity of BoNT for cholinergic neurons, with a human lethal dose of parenteral injection estimated as between 0.1-1 ng/kg [146] , requires that pharmaceutical preparations of BoNT comprise vanishingly small quantities of the toxin itself. Drug products have been shown to contain between 0.44 and 3.24 ng of the 150 kDa toxin per vial [8] , and as such, present unique challenges for the formulation and the analytical strategy employed to assess stability. BoNTs in this respect differ from conventional biologics where much of the focus of formulation is on controlling protein aggregation [147] . One of the primary challenges in the formulation of BoNTs is minimising loss during manufacture and storage. BoNTs are also very susceptible to denaturation due to surface denaturation, heat, and alkaline conditions. Due to these contributing factors, the lyophilisation or freeze-drying of the toxin complex or the neurotoxin is the favoured method of distributing the product in a form that is stable and readily used by the clinician [9] . All BoNT/A clinical products currently available, apart from in Japan, Korea and Taipei, are dried powder products that need to be reconstituted for use. The BoNT/B product has been provided as a liquid, which is ready for use, since its license approval in December 2000. This product may be painful when injected, however, due to the acidic pH of the solution. Medytox was the first BoNT/A liquid product launched, Innotox ® , but limited to Korea, Taipei, and Japan, as of today. Allergan licenced worldwide rights to Innotox outside Korea from Medytox. Most of the major clinical BoNT/A manufacturers are working to develop liquid formulations. Liquid formulation is considered the next generation of toxin products because of its convenience and ease of administration. Recently, Ipsen has reported a phase 2 clinical trial of a ready-to-use liquid formulation of abobotulinumtoxinA (abobotulinumtoxinA solution for injection, ASI). This formulation was shown to be efficacious, with comparable results to reconstituted abobotulinumtoxinA, and to have a favorable safety profile in subjects with severe to moderate glabellar lines [148] . Another feature of all the existing product formulations is the presence of human serum albumin (HSA) as a stabilising agent. This is not desirable due to the theoretical risk of contamination with pathogens. As part of the development of next generation liquid formulations, companies are exploring formulations that have different stabilisers and components, including the omission of excipients from animal origin and HSA.
Slow-Release Formulations
Advanced formulations for BoNT include the slow or sustained release formulations, which aim to release BoNTs over a defined period in a controlled manner. This may be through colloidal carrier technology and/or exploiting the thermo-responsive nature of polymeric solutions. Depending on the clinical application, such formulations may provide a benefit to the existing delivery methods that are used. The clinical use of a slow-release formulation or depot requires careful consideration. In many indications, the accuracy of injection is a critical factor during treatment, with skilled injectors depositing the BoNT at the neuromuscular junctions to minimise the spread to adjacent muscles. In many treatments, this is performed in multiple locations within a muscle to achieve the desired outcome. A successful slow-release depot would, therefore, have to remain in situ without migration for the period of release. The duration of BoNT therapeutic benefit in movement disorders is typically 3-4 months [149] . Currently, the sustained release profile for most clinically applicable depot formulations is no more than approximately seven days, which would not produce a significant improvement in duration for BoNTs. For a significant improvement in the duration of BoNT effects, release over 3-4 weeks is likely to be necessary. The challenge of formulating to achieve the desired release profile is therefore much greater and further compounded by the additional complexity of needing to stabilise a large and complex protein at 37 • C for this duration. Also, any depot would need to be sufficiently small that the lasting presence is not uncomfortable for the patient.
Analytical Challenges
If a slow-release formulation were to be developed, it would be desirable to demonstrate the release profile of the drug over time, both in vitro and in vivo. The concentration at the point of administration, however, is already in the picomolar range, a level at which most pharmacokinetic studies are performed. It seems likely that the released material from a slow-release depot would be at even lower concentration, and over a greater time. Accurate determination of this profile is important for a product possessing such high potency as BoNT [146] . This increases the analytical challenge in preparing such a formulation, ensuring the accuracy of the final dose, and developing a consistent release profile. The absence of circulating biomarkers for the intoxication of neurons by the toxin further increases the complexity, as the pharmacological measure is only obtained from measurement of the local paralysis, electrophysiology, or other functional responses. With recent advances in analytical sensitivities [150, 151] , the accurate detection of BoNT at the required concentrations is beginning to become achievable, but the technologies are still not in routine use. This analytical improvement will be vital for development of slow-release formulations of BoNTs.
Novel Delivery Methods
Currently clinical BoNT products are delivered by local injection into the target tissue. This can be a painful process and requires clinical expertise on the part of the administrating physician to ensure the correct local delivery and avoid the application to adjacent tissues resulting in a lack of therapeutic efficacy and/or off-target effects. For conditions such as hyperhidrosis, application can require multiple subcutaneous injections in sensitive locations, such as the palm or axilla, resulting in discomfort or even pain for the patient. Injection in such situations can require local analgesia or pain block. In bladder applications, where multiple injections via cystoscopy are required, this can require local or even general anaesthesia. Other limitations to the injection of BoNT products include erythema, swelling, and potential for infection. In aesthetic use in facial areas, there is also the risk of bruising and/or bleeding. Bleeding can also be an issue for injections of BoNT into the bladder urothelium. Development of needle-free delivery would therefore be of great benefit in such circumstances, requiring less specialised clinician input, increased convenience, and reduced discomfort/pain for the patient. Non-invasive delivery of BoNTs is challenging owing to the biological barriers limiting successful access to the intended tissue and the large size of the protein. Approaches under development involve either a physical or chemical approach to transiently permeabilise the barrier and enable entry of the BoNT. To date, all of the needle-free approaches in development are aimed at the relatively superficial delivery and not replacing intramuscular injection to deeper muscles involved in many of the movement disorders where BoNT is used therapeutically.
Transdermal Delivery
Development of transdermal drug delivery methods has a long history and has already made a significant contribution to medical practice [152] , although largely for small molecule drugs to date. A number of investigators have studied the ability of enhancers to increase skin permeability and enable the transdermal entry of BoNT. One approach that has received a lot of attention is the use of Cell Penetrating Peptides (CPP), and particularly ones that are derived from the transactivator of transcription (TAT) protein of human immunodeficiency virus. Revance Therapeutics Inc. have progressed this approach for transdermal delivery of BoNT/A to the clinic for both lateral canthal lines and axillary hyperhidrosis. The neurotoxin construct that was progressed by Revance, RT001, consists of a purified 150 kDa BoNT/A protein formulated in a poloxamer gel containing a CPP, RTP004, a single chain peptide consisting of 35 L-amino acids. RTP004 has two domains, a core sequence of 15 lysines that confer positive charge to the peptide, and a protein transduction domain that is derived from residues 49-57 of the TAT protein [153] . The CPP associates with the neurotoxin protein non-covalently via ionic interactions between cationic regions within the CPP and the negatively charged surface of the neurotoxin protein. The resulting complex enables transcutaneous flux of the neurotoxin via cell to cell micropinocytosis. Varying the CPP was found to vary the delivery characteristics of the payload, enabling the delivery to different depths of penetration; the longer the peptide the deeper the penetration. In RT001, the CPP is formulated to deliver the BoNT/A to the mid-dermis appropriate for treatment of lateral canthal lines and hyperhidrosis. Phase 1 studies with RT001 showed it to be safe and tolerable [154] . Subsequently, a number of phase 2 studies demonstrated RT001 to be safe and effective in the treatment of moderate to severe lateral canthal lines or hyperhidrosis [155] [156] [157] . While in 2015, Revance announced that it had commenced dosing patients in a Phase 3 pivotal study to evaluate the safety and efficacy of RT001 for the treatment of lateral canthal lines the study did not achieve its co-primary endpoints, and was discontinued. Revance is now focused on developing an injectable form of BoNT/A combined with its proprietary peptide technology, RT002, which is claimed to spread less from the site of injection and to give a greater safety margin and enable the enhanced duration of therapeutic benefit.
Another approach to transdermal delivery of BoNT/A, which was developed by Anterios Inc., was the use of liposomes of a controlled size range to deliver BoNT/A for hyperhidrosis. Anterios was acquired by Allergan plc in 2016. In 2015, the lead Anterios formulation, ANT-1207, entered a phase 2 trial (NCT02479139) for axillary hyperhidrosis. Allergan have yet to report on the outcome of this study.
Chajchir and colleagues reported on the use of a microcrystal and nanoparticle formulation, InParT (Transdermal Corp), reconstituted with Botox ® at 2 U/mL for transdermal delivery in the treatment of upper facial lines [158] . The formulation was found to be effective versus placebo based on patient reported Facial Line Outcome scores. The formulation was applied daily for a period of 4 to 7 weeks, with a 12 week follow up period. The improved outcome scores were maintained during the whole study period. Given the very low dose of BoNT/A that was employed, this result is surprising, but may reflect the frequent initial dosing regimen.
Transdermal delivery of BoNT/A using a short synthetic peptide, TD-1, as an enhancing agent has been reported to reduce plasma extravasation and blood flow changes that are evoked by electrical stimulation of the hind-paw in a rat model of neurogenic inflammation [159] . Peptide-mediated transdermal delivery of BoNT/A was proposed to offer an easy and non-invasive route of administration for the treatment of neurogenic inflammation.
Perhaps the most unusual and potentially risky uses of CPP to achieve transdermal delivery of BoNT was the direct fusion of the TAT peptide to the light chain of BoNT/A [160, 161] . This was reported to enable the direct application and delivery of the light chain into cells without the need for any of the other domains of BoNT that mediate neuronal specific binding and the translocation of the light chain into the cytosol [160] . Transcutaneous delivery through mouse skin was also evaluated by immunohistochemistry. The authors discuss the therapeutic potential of such an approach, but it did not consider the lack of selective targeting or the potential for non-specific entry into any cell that was exposed to the fusion protein. Such a lack of cell selectivity must significantly increase the risk of non-specific toxicity and represent a significant safety barrier to therapeutic application of such a fusion protein.
The requirement for an enhancer to enable the transdermal delivery of BoNT is demonstrated by the inability of BoNT/A applied directly to the skin to impact palmar hyperhidrosis [162] . Without any enhancer to allow for the entry of the neurotoxin across the dermal barrier no effect above control was observed, clearly showing the inability of a large multi-domain protein, like BoNT, to cross the dermal layer unaided.
In addition to chemical enhancing agents, the use of physical approaches to disrupt the permeability barrier of the skin and enable entry of BoNT has been explored. Kavanagh and Shams reported the use of iontophoresis to deliver BoNT/A for the treatment of palmar hyperhidrosis, with an improvement in the sweat rate of 66%, which is a similar result to that obtained with intradermal BoNT/A [163] . Subsequently, Pacini and colleagues confirmed in rats that pulsed current iontophoresis delivered BoNT/A through living skin [164] . Following iontophoresis, BoNT/A was clearly detected in association with cutaneous striated skeletal muscle fibres in the deep dermis of the rat skin. Transdermal delivery by jet nebulization of BoNT/A in combination with lidocaine has been reported to be an effective and painless method for the successful treatment of palmar, plantar, and axillary hyperhidrosis [165] . An emerging technology for transdermal drug delivery is the use of microneedles [166] , and the use of microneedles for the delivery of BoNT/A into the skin has been reported [167] . As yet, however, there are surprisingly few publications on this route of transdermal delivery for neurotoxin.
Transurothelial Delivery
The other major application of BoNT to have received considerable attention in regards to needle-free delivery is the use in the bladder for treatment of OAB and NDO. The current procedure is invasive, requiring cystoscopic guidance and multiple injections into the bladder, and often necessitating intravenous sedation or anaesthesia. If a less invasive, needle-free method of administration could be demonstrated to be effective, this would be preferable. There is also evidence that whilst injection of BoNT into the bladder wall impacts both the afferent and efferent nerves, approaches that avoid injection impact only afferent nerves, which may be therapeutically advantageous [168] .
Intraluminal instillation of BoNT/A without injection failed to deliver toxin into the bladder wall due to the impermeability of the bladder urothelium to large macromolecules and degradation of the toxin by urine proteases [169, 170] . In order to enable the entry of BoNT into the bladder wall, it is necessary to use chemical agents to denude the urothelium. One such approach is the use of the organic solvent dimethyl sulphoxide (DMSO) [170] . The safety and the efficacy of co-administration of BoNT/A with DMSO has been demonstrated in a clinical trial in women with refractory OAB [171] . Protamine sulphate has also been employed to denude the bladder urothelium and aid access of BoNT/A to the bladder wall [169, 172] . Protamine sulphate pre-treatment of bladder prior to the instillation of BoNT/A has been reported to be safe and potentially effective in patients with refractory OAB [173] . Instillation of BoNT/A was reported to reduce the inflammatory effects that are caused by the prior injection of cyclophosphamide in a rat model of cystitis [174] . In this case, it was proposed that the permeability barrier of the bladder urothelium had been impaired by the cyclophosphamide-induced inflammation enabling access of the instilled BoNT/A. Hyaluronan-phosphatidylethanolamine (HA-PE) has been reported to be another potential chemical agent allowing for bladder instillation of BoNT/A to be effective [175] . Based upon SNAP25 cleavage, the instillation of BoNT/A with HA-PE was as effective as intra-detrusor injection in enabling BoNT/A delivery into the bladder.
Inert heat sensitive hydrogel preparations that increase the residence time of neurotoxin adjacent to the urothelium and allow for slow release exposure has been used to enhance the effectiveness of instilled BoNT/A. OnabotulinumtoxinA embedded in the hydrogel TC-3 has shown efficacy in the treatment of OAB [176] . TC-3 is produced by an Israeli company UroGen Pharma Ltd. (Ra'anana, Israel) as RTGel TM . In 2016, UroGen licensed the worldwide rights to develop RTGel TM in combination with BoNT/A to Allergan Inc. (Dublin, Ireland), who are currently conducting phase 2 studies in OAB. Liposomes are being developed as a delivery vehicle enabling intravesical BoNT/A delivery in the bladder by the US biotech Lipella Pharmaceuticals [177] . Bladder instillation of liposome encapsulated BoNT/A was effective at treating the symptoms of OAB in patients [178] .
As with transdermal delivery, in the bladder, physical methods to enhance the permeability of the urothelium have been employed as well as chemical. Low energy shock waves have been reported to enable delivery of intravesical BoNT/A into the bladder wall and block acetic acid-induced hyperactivity in a rat model of bladder hyperactivity [179] . The use of intravesical electromotive BoNT/A delivery in the bladder has been widely studied, both in animal models [180] and clinical application [180] [181] [182] [183] . Intravesical electromotive BoNT/A has been reported to be effective in women with OAB [181] and in NDO in children [182, 184] . In children, a long-term follow-up study has shown it to be a safe and effective method of treating NDO resulting from myelomeningocele [183] .
Transepithelial Delivery
One other area where needle-free delivery of BoNT/A has been explored is topical intranasal delivery. Successful intranasal delivery of BoNT/A and the relief of symptoms of allergic rhinitis in rats was achieved using the proprietary CPP RT001 formulation [185] . Effective relief of idiopathic rhinitis in some patients has been reported following simple intranasal application of a sponge soaked in BoNT/A solution [186] .
Conclusions
BoNTs have proved to be highly effective therapeutic proteins offering symptomatic relief across a wide spectrum of neurological and muscular conditions that are characterized by neuronal hyperactivity. The increasing understanding of the biology of the neurotoxins and the availability of highly differentiated toxin serotypes and subtypes offers the prospect in coming years of expanding this therapeutic benefit and extending it to a greater range of clinical conditions, offering the benefit of being more specific and the efficacy of these unique therapeutic proteins to a much greater number of patients. Whilst botulinum toxins have the advantage of being extremely potent with an extended duration of biological activity, properties that are key to their clinical success, these very characteristics present significant challenges to the scientific field of pharmaceutical development. Furthermore, in the coming years, modified and recombinant toxins would expand even more the future therapeutic utility of BoNTs.
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